. Effect of spermine on homomeric and heteromeric AMPARs. Normalized macroscopic I-V relationships estimated from outside-out patches in the absence or presence of spermine (100 µM) in the pipette. Patches were excised from HEK-293 cells transfected with different mixtures of AMPAR-encoding cDNAs. A, GluA1-flip cDNA alone. B, A 10:1 mixture of cDNAs encoding for the GluA2-flop and GluA1-flip AMPARs, respectively. The unbroken lines are cubic-spline interpolations. In these experiments, the reference Ag/AgCl wire was connected to the bath solution through an agar bridge (containing 200 mM KCl) to minimize the liquid-junction potential. Liquid-junction potentials were calculated using the JPCalc module in pClamp 9.0 (Barry and Lynch, 1991).
Supplemental Figure 2. Time-dependent changes in the entry-into-desensitization time course.
Pairs of entry-into-desensitization timecourses recorded from outside-out patches (a single patch per panel) in response to long pulses of saturating concentrations of neurotransmitter. All traces were normalized to their peak amplitudes. The two traces in each pair were recorded at different times upon obtaining the outside-out configuration; time was counted from the moment the whole-cell configuration was attained. The zero-current level is indicated with a dotted line. In A, the early and late application times were 3.5 and 6.1 min. In B, these were 4.5 and 8.8 min. In C, these were 2.8 and 6.8 min. In D, these were 2.7 and 13.2 min. The concentration of ACh was 1 mM, and that of GABA or Gly was 10 mM. Values of the time constants of entry into desensitization at these two different time points were averaged across patches and are listed in Supplemental Table 2 . Very likely, the time-dependent changes illustrated here contribute to the large patch-to-patch variability commonly reported for the entry-into-desensitization kinetics of these and other NGICs (for example, Liu and Dilger, 1992; Franke et al. 1993) . The entry-into-desensitization timecourses corresponding to the two AMPARs examined in this paper did not change appreciably with time, whereas those corresponding to the P2X 2 R did change but in a manner that was inconsistent from patch to patch; hence, the traces corresponding to these receptors are not shown. a For the analysis of the kinetics of recovery from desensitization, data recorded from different patches were pooled together (Fig. 2E) . As a result, the patch-to-patch variability of this kinetic parameter was not assessed. 
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